Characterization of reversed-phase high-performance liquid chromatographic stationary phases using ribonuclease A.
The protein ribonuclease A (RNase A) represents a good model protein for studying reversible conformational refolding during gradient elution. Work is described utilizing RNase A under gradient conditions to evaluate several different reversed-phase materials. Columns (10 cm x 4.6 mm I.D.) were packed with Partisil C18, Vydac C18, Nucleosil C4, Nucleosil C18 and an adamantyl-modified Partisil silica. Measurements of the apparent first-order rate constant of refolding, as a function of temperature, are presented and compared for each stationary phase. Comparisons of peak shapes as functions of flow-rate and temperature are also discussed.